Differential effects of human anaphylatoxin C3a on glucose output and fl ow in rat liver during orthograde and retrograde perfusion: The periportal scavenger cell hypothesis
Human C3a was purified as described previously by fractionated acid precipitation and cation exchange chromatography from complement activated serum of healthy blood donors (3). The purity of the C3a preparation was ascertained by standard SDS-polyacrylamid gel electrophoresis (SDS-PAGE) (4).
C3a was quantified in the eluate and in the perfusate fractions (see below) employing ELISA procedures using anti-C3a monoclonal antibodies (5) and the neoantigen specific monoclonal antibody H466 that recognizes C3adesArg but does not crossreact with C3a (6).
Rats were anaesthetized by intraperitoneal injection of pentobarbital (60 mg/kg body weight). The liver was perfused in situ as described previously (7) either in the orthograde direction (inflow via the vena portae, outflow via the vena cava inferior) or in the retrograde direction (inflow via the vena cava, outflow via the vena portae) using an erythrocyte-free Krebs-Henseleit bicarbonate buffer, which contained 5 mM glucose, 2 mM lactate and 0.2 mM pyruvate and was equilibrated with 95% 0 2 /5% C0 2 Glucose was determined in the perfusate using a commercial test kit (Merck Glucose System) based on the glucose dehydrogenase method (8). Lactate was measured in a combined optical test using lactate dehydrogenase and glutamic pyruvic transaminase (9).
RESULTS AND DISCUSSION

Actions of C3a on liver functions in orthograde perfusions
Rat Fig. 3 ). 
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